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Construction of intracellular signalling chimera: 

I. PCR myristoylated CD3^ 

Myristoylation sequence from c-Src 
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2. Cut and clone PCR fragment 
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HA epitope at the 3' end 



EcoRI 

i— 



pBJ5 (Xhoi)(SaH) 
SaD/EcoRI 



Xhol 



CD3£ 



3. SEQUENCE insert 
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plasmid #MFnZ 



Construction of extracellular signaling chimera: 



1. PCR murine signal peptide 
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P#6048 



SP/IE 




P#6049 



2. PCR C03 trans-membrane 
and cytoplasmic domains 



P#6050 



Tac 



"j CD3C 
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plasmid #SPZ/KS 
SEQUENCE insert* 



Cut Xhol 
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3. PCRFKBP12 

P#60S2 
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FKBP12 
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P#6053 



FKBP12 



Xhol 



Sa 



FKBP12 
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Sadl Xhol 





SP | 







pBluescript 



Isolate Sacll-EcoRI 
fragment- Clone into 
polytinker of expression 
vector, p8J5 (based on 
pCDL5-SR oc 
MCB: 8, 466-472) 



Xhol 



Sail 



Xhol 



pBluescript 



Sail 



Cut Xhol/Sall 
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FKBP12 




pBluescript 
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plasmid#FK12/KS 
SEQUENCE* 
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Sadl Xhol (Sall/Xhol) EcoRI 
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FKBP | 
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LigateFKBP12 
Isolate Z/FKBP dimer 
Repeat Xhol;ClP 
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Sadl Xhol (S)(X) (S)(X) (S)(X) 
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lE^-SP 



6049 



Sacll 



homology 



I 



6048: 



5*-CGACACCGCGGCCACCATGGCCACAATTGGAGC-3' 
Kozak M A T \ G 



Xhot 



homology 



6049: 



S'-CGACACTCGAGAGCCCATGAQTCTGG 
LAWS 



1 
o 



6050 



Tac 



CD3C 



6051 



Asp-Gyl#l 



homology 



Xhol f 



6050: 5 ' CG ACA CTCGAG CTC TGC TAC TTG CTA GGT GGA ATC CTC TTC - 3 ' 

ELCYLLGGl L F 

*AtoG 

homology 



EcoRI 



r 



6051: 5' GC GAATTCTTA GCG AGG GGC CAG C- 3 ' 

St R P A L *GtoC 



3'SaI #8 



homology 

EcoRI Sail | J 
8462: 5' GC GAATTCTTA GTCGAC GCG AGG GGCCAG GGT C- 3* 

St R PAL 



homology 



Cys-Gly #2 



Xhof 



7129: 5' GGG CTCGAG CTC GGC TAC TTG CTA G - 3 ' 

L G Y L L 



*T toG 



6568: 



5 "-CGACACTCGAG GTG ACGGACAAG GTC-3' 

homology 



Sail 
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6569: 5*-CGACAGTCGACCCAATCAGGGACCTC-3* 



EPITOPE 
7850: 

7851: 



Xhol 



BsiWI 



5 '-TCGAGTAT C CGTACG AC GTACCAGACTACGCAG - 3 ' 
YPYD VPDYA 

Sail 



5 '-TCG AC TGC GTA GTCTGG T AC GTC GTA CGG ATA C - 3 ' 



EPITOPE: 5SEP, 3XEP 

Sail 

8922: 



8923: 



5'-TCGACTATCCGTACGACGTACCAGACTACGCAC-3' 
Xhol 

S'-TCGAGTGCGTAGTCTGGTACGTCGTACGGATAG-S' 



Myristoylation from c-src 5SMXZ 



8908: 
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8912: 
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S'-CGACACCGCGG CCACC ATGGGGAGTAGCAAGAGCAAGCCT 
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AAGGACCCCAGCCAGCGCCTCGAGAGGAGTGCAGAGACTG-3' 
KO PSQRL ERS A ET 
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Xhol | ~ ~| 

5 '-CGACA CTCGAG GAG CTC TGT G AC GAT G - 3' 
E L C 0 D 
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homology 

Asp-Lys #4 Xhol j 

8061 : 5'-CGACACTCGAGCTCT6CTACTTGCTAAAGGGAATCCTCTTC-3' 
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8907: S'^GACACTCGAGCTGCTGGATCCGAAGCTCTGCTACTTGCTAAAG-S' 

EL LDP KLCYLLK 
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7220: 
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S'-CGACACTCGAG ACA ACAGAGTACCAGGTAGC- 3 ' 
E T T E Y Q V 



Immunophiiin 
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homology 



5 '-CGACA CTCGAG GGCGTG CAG GTG GAG AC- 3' 
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Sail | | 

S'-CGACA GTCGACTTC CAGTTTTAG AAG C - 3* 
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FKBP13 
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S'-TCGACACTCGAG ACG GGG GCCGAG GGC-3* 
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S'-CCGACAGTCGACCTCTATTTTGAGCAGC-3' 
V E I 
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Induction of various transcriptional 



factors by crossllnklng TAC/CD3 zeta 
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Inhibitory activity of dimeric FK506 and CSA 
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Activity o< FK1012A on the chimeric FK8PX3/C03 xeta receptor 
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Activation of an NFAT reporter via 
signalling through a myristoylated 
C03 zeta/FKBP12 chimera 
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Scheme 2: Synthesis of Dimers 





2) formic acid / pj. Dumont, Ann. Rev. 

acetic anhydride or Immunol. p519 1992 

acetic anhydride 



lit refs: D.K. Donald etaL Tetrahedron 
Letters pl375, 1991, P.Kocovsky t 
Tetrahedron Letters p5521, 1992 
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Scheme 3 Heterodimerization 



FKBP mutant #1 




mutation is compensatory 
with "bump" #2 
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Scheme 3: Synthesis of heterodimers 
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In this example, a hctcrodimer of a cy closporinc analog and 
FK520A-NHCOR were hetcrodimcrized. However, the scheme can ea< 
incorporate other FK506/520 derivatives to form hetero or homodtmers 
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Figure 18B/21 
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